B Acute Lymphoblastic leukemia (B-ALL) with Philadelphia chromosome (Ph′) is a neoplasm of lymphoblast committed to the B cell lineage. The clinical presentation of B-ALL Ph′+ is similar to B-ALL, but is more common in adults than in children. The e1a3 rare variant is produced by the fusion of BCR exon 1 to ABL exon 3. The presence of this translocation has been associated with good disease outcome for chronic myeloid leukemia in a very small series of only 5 cases; there is no such evidence for B-ALL. We report two new cases of B-ALL Ph+ with the rare e1a3 fusion transcript. The e1a3 and e1a2 (p190) transcripts have been reported to have a similar molecular weight and probably a similar clinical profile, thus in these cases the presence of e1a3 was associated with extramedullary infiltration and disease acceleration.
Background
B Acute Lymphoblastic leukemia (B-ALL) with Philadelphia chromosome (Ph′) is a neoplasm of lymphoblast committed to the B-cell lineage. The clinical presentation of B-ALL Ph′+ is similar to B-ALL, but is more common in adults than in children and it has a worse prognosis among patients with B-ALL. The tyrosine kinase BCR-ABL fusion protein is the product of the Philadelphia chromosome, which results from the reciprocal translocation t(9;22)(q34;q11) that juxtaposes the c-abl oncogene 1 on chromosome 9 with the bcr gene on chromosome 22 generating the BCRABL1 oncogene [1] [2] [3] [4] . Depending on the location of the breakpoint in BCR, several types of BCR-ABL fusion proteins may appear [5] . To date, three main breakpoint cluster regions in the BCR gene have been reported: the M-bcr region located between exons 12 and 16, the m-bcr located between exons e2′ and e2 and the u-bcr located in exon 19 . The three more common variants of BCR-ABL described are p210 [more frequent in chronic myeloid leukemia (CML)], p190 (more frequent in B-ALL) and p230 (more frequent in Chronic Neutrophilic Leukemia (CNL) [6] [7] [8] . The type of rearrangement in CML is related to the patient clinical course. Other rare forms such as e1a3, b2a3 and e6a2 of BCR-ABL have been described. The e1a3 variant is produced by the fusion of BCR exon 1 to ABL exon 3. The presence of this translocation has been associated with good disease outcome for CML in a very small series of only 5 cases [9, 10] ; there is no such evidence for ALL. Moreover, we have reported the first e1a3 case that progressed from CML to a lymphoid blast crisis [1] . Thus, the molecular prognosis of these rare variant forms is still unclear. We report two new cases of B-ALL Ph+ with the rare e1a3 fusion transcript.
Case 1 presentation
The first patient is a 43-year-old male, who consulted our center for night sweats and weight loss in the last 3 weeks. He had no previous history or records in our center. The physical examination was normal except for a slight splenomegaly and the blood test was compatible with hyperleukocytosis, anemia and thrombocytopenia, (leukocytes 136.00 · 10 9 /L, hemoglobin 11.70 g/dl, platelet count 39.70 · 10 9 /L) and 93 % of small-medium sized lymphoblast in the Grunwald-Giemsa
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Experimental Hematology & Oncology [9] . FISH analysis confirmed the presence of BCR-ABL1 fusion gene (Fig. 1) . The patient's RNA was isolated from the peripheral blood and subjected to a two round multiplex reverse transcription and polymerase chain reaction (RT-PCR). In order to avoid RNA quality and/or handling errors, we included an internal positive control in where a 690-bp segment of the ubiquitously expressed transcription factor E2A mRNA was amplified. The primers and PCR conditions used in the first and second round of the nested PCR reaction are described by Pallisgaard et al. [11] . We identified an atypical amplification band of approximately 100 bp, much smaller than the p190 (e1a2) fragment. In order to confirm the presence of a BCR-ABL transcript this band was extracted from the agarose gel, purified and then analyzed by DNA sequencing. cDNA sequence revealed the presence of the e1a3 variant (Fig. 2) . The patient started induction treatment with ALL-type polychemotherapy and Imatinib, achieving complete response by morphology and immunophenotype. However, the BCR/ABL was still detected by RT-PCR at the end of the induction phase. He is ongoing consolidation with allogenic stem cell transplantation (SCT) from an HLA-identical sibling donor, 7 months after diagnosis.
Case 2 presentation
The second patient is a 65-year-old male who consulted for pain in the right leg and a history of recurrent periodontal infections in the last month. An eco-doppler confirmed a thrombophlebitis and the blood test found hyperleukocytosis and anemia (leukocytes 223.00 · 10 9 /L, Hemoglobin 11.60 g/dl, platelet count 118 · 10 9 /L) and the presence of 80 % lymphoblasts in the Grunwald-Giemsa blood smear. The bone marrow aspirate found an infiltration of 25 % lymphoblast which was confirmed by immunophenotype (CD19+, CD34+, DR+, CD10+, CD22+, low intensity CD20−, TdT+, cytoplasmatic IgM negative, CD33+). The karyotype was 46,XY,t(9;22)(q34;q11) [20] . FISH analysis confirmed the presence of BCR-ABL1 fusion gene (Fig. 1) . The patient's RNA was isolated from the peripheral blood. We identified an atypical e1a3 variant after a two round PCR amplification by DNA sequencing (Fig. 2) .
The patient started induction treatment and Imatinib. The bone marrow aspirate on day 34 confirmed progressive disease with 30 % blast and persistence of BCR/ ABL. After a second line of intensive ALL-type induction therapy the patient finally died due to toxicity (gastrointestinal bleeding). No SCT had been planned due to age and unfit status. It is noteworthy that the blood counts in a regular check-up 4 months before the diagnosis had a slight leukocytosis that was not studied.
Discussion
Overall only a few cases with the e1a3 BCRABL fusion proteins have been reported. This rare variant has mostly been described with an indolent clinical course in the setting of CML and its role in B-ALL is still unclear. We report two new cases of e1a3 Ph+ ALL patients in where we highlight the finding of the myeloid CD33+ marker expression by immunophenotype (biphenotypic and bilineal blast population were discarded by EGIL classification). This means that both cases could be defined as acute lymphoblastic leukemia with aberrant myeloid markers (ALL My+). We previously speculated that B-ALL e1a3 cases could represent CML in lymphoid blast crisis that underwent an under diagnosed chronic phase. In one of our cases we do not have any blood counts prior to the B-ALL diagnosis. However the other presented a non-evaluated leukocytosis in the blood count available before diagnosis.
A review of the bibliography of reported cases of B-ALL with the e1a3 fusion protein, using the terms "B-Acute lymphoblastic leukemia" and "e1a3" found a total of 18 cases plus the 2 being reported in this manuscript. The rare e1a3 translocation was also previously reported in the literature in 6 patients with CML in chronic phase. Furthermore, we described for the first time a patient with CML diagnosis that after 5 months of Imatinib treatment evolved to lymphoid blast crisis [1] . Table 1 shows all ALL cases with the e1a3 fusion protein previously reported as well as our 2 additional patients. The information provided by these reports shows that these cases were aggressive with 44 % of cases being refractory or relapsing after therapy and 55 % having already died at last follow-up.
The review of our cases and the other previously reported shows an aggressive disease similar to other Ph+ ALL. More data is needed in order to clearly define the real prognosis of B-ALL cases with e1a3 translocation [20] and state if these patients could benefit from TKI or other approaches such as Allo SCT at consolidation. The e1a3 and e1a2 (p190) transcripts have been reported to have a similar molecular weight and probably a similar clinical profile, meaning that e1a3 could be associated with the presence of extramedullary infiltration and disease acceleration, with both patients (one achieving CR and one with PD) having persistence of e1a3 at the molecular level after induction treatment. Moreover, it is important that our reference laboratory is able to detect the rare e1a3 BCR-ABL avoiding false e1a3 negatives, in both ALL and CML.
Conclusion
We report 2 new cases of B-ALL with the rare e1a3 BCR-ABL fusion protein. At the moment the particular prognostic significance of e1a3 remains undetermined, but considering our cases and the other previously described, it seems that a clinical management with protocols of Ph+ ALL should be offered to eligible patients. The study of the clinical significance of these variants at diagnosis and follow up, is important to define if these patients have a higher risk of relapse or progressive disease in comparison to other BCR/ABL transcripts and could benefit from SCT.
